HepG2 cells were starved for 12 hours and 15min before collection, IGF-1 (100ng/ml), insulin (1μg/ml) or fetal bovine serum were added into the medium. Then the cells were lysed and the lysates containing 1 to 1.5 mg total proteins were incubated with
anti-IGF-1R or anti-IRβ antibodies for 3 h at 4°C, followed by incubation with protein A Sepharose beads over night at 4°C. The precipitates were resolved by 8% SDS-PAGE and transferred to nitrocellulose membranes. The membranes were blocked with 5% BSA or 5% milk, probed with anti-pTyr antibody (4G10), anti-IGF-1R or anti-IRβ antibodies respectively. After incubation with the corresponding secondary antibodies, the signal were detected by using the Odyssey Imaging System (Li-Cor Biosciences).
Immunofluorescence staining and confocal microscopy analysis of Glut4
HepG2 cells were infected with Ad-PTB or Ad-PTB-U-box adenovirus and 48 hours later, treated with or without insulin (1μg/ml) for 15min, then the cells were fixed with 4% Paraformaldehyde (PFA) for 15 min at room temperature and blocked with 5% BSA in PBS for 2 hr. Cells were incubated with the rabbit anti-Glut4 antibody and the mouse anti-FLAG antibody respectively, followed by incubation with the Cy3-conjugated goat-anti-rabbit and FITC-conjugated goat-anti-mouse secondary antibodies. Cells were
